Crimean-Congo Hemorrhagic Fever (CCHF) is a life threatening acute viral infection characterized by fever, bleeding, leukopenia and thrombocytopenia. It is a major emerging infectious diseases threat, but its pathogenesis remains poorly understood and few data exist for the role of apoptosis in acute infection. We aimed to assess apoptotic gene expression in leukocytes in a cross-sectional cohort study of adults with CCHF. Twenty participants with CCHF and 10 healthy controls were recruited at a tertiary CCHF unit in Turkey; at admission baseline blood tests were collected and total RNA was isolated. The RealTime ready Human Apoptosis Panel was used for real-time PCR, detecting differences in gene expression. Participants had CCHF severity grading scores (SGS) with low risk score (10 out of 20) and intermediate or high risk scores (10 out of 20) for mortality. Five of 20 participants had a fatal outcome. Gene expression analysis showed modulation of pro-apoptotic and anti-apoptotic genes that facilitate apoptosis in the CCHF patient group. Dominant extrinsic pathway activation, mostly related with TNF family members was observed. Severe and fatal cases suggest additional intrinsic pathway activation. The clinical significance of relative gene expression is not clear, and larger longitudinal studies with simultaneous measurement of host and viral factors are recommended.
Introduction
Crimean Congo Hemorrhagic Fever (CCHF) is a life threatening acute viral infection caused by a RNA virus belonging to the family Bunyaviridae. The first documented infection was observed in 1944 in the Crimea region of Ukraine and was designated as Crimean haemorrhagic fever. It was later observed in Congo in 1956 and the name was changed to CCHF [1] . CCHF virus (CCHFV) is an enveloped single-stranded RNA virus, the genome of which includes small (S), medium (M) and large (L) segments, and phylogenetic analysis of CCHFV strains has revealed high degree of genetic diversity amongst strains, particularly between viruses from different geographic regions [2] .
CCHF is a major emerging infectious disease threat and is widely distributed across Africa, Eastern Europe, Asia and the Middle East. Turkey reports up to 1000 cases per year and CCHFV is predominantly transmitted to humans via Hyalomma spp. ticks [3] . Clinical features of disease represent a spectrum of disease severity, characterized by fever, bleeding and lethargy, and has a case fatality rate of 5-50%. The most common hematologic findings in CCHF are leukopenia (60%) and thrombocytopenia (100%) [4] , with evidence of haemophagocytosis in the bone marrow [5] . At present there is no approved vaccine or therapeutic agent, although ribavirin and hyper immune serum are utilized by some clinicians.
The pathogenesis of CCHF remains poorly understood but apoptotic programmed cell death has been proposed to play a role [2] . Regulation of apoptosis through suppression or induction during acute viral infection is important for virus survival and dissemination [6] . Apoptosis can be started by an extrinsic (death receptor mediated) or intrinsic pathway (mitochondria mediated). The external pathway is activated when ligands-TNF-α, TNF-related apoptosis-inducing ligand (TRAIL), and Fas ligand (FasL) known as CD95L, bind to death receptors on the cell surface. Some TRAIL receptors do not contain death domains and are referred to as decoy receptors 1 (DcR1) (TNFRSF10C) and 2 (DcR2) (TNFRSF10D) and prevent apoptosis signals from initiating. The intrinsic pathway to cell death is controlled by interactions on the mitochondrial outer membrane between sub-groups of the BCL-2 family, including the effector proteins BAX and BAK [7] . Both pathways ultimately result in up-regulation of effector caspases (caspase-3 & caspase-7) resulting in fragmentation of the DNA, cytoskeleton, nuclear proteins and expression of ligands for phagocytic cells [8] .
Apoptosis has been demonstrated in a range of cells in other acute viral infections including Dengue [9] . Massive intravascular apoptosis, including leukocyte apoptosis, has also been demonstrated in Ebola virus infection [10] , where it has been shown to be associated with a fatal outcome. CCHFV has been shown to induce caspase-3 and modulate both intrinsic and extrinsic pathways in cell cultures [11, 12] . Elevated apoptotic markers have also recently been demonstrated in a paediatric cohort of CCHF [13] , and associations were found with the disease's severity criteria. We have previously observed apoptotic transformation in leukocytes in peripheral blood smears of patients with CCHF, and in the present work, this was investigated further by studying up and down-regulation of genes which are involved in leukocyte apoptosis in a cohort of adult patients with CCHF.
Methods

Study Participants
Participants in the study were recruited from a designated CCHF tertiary referral hospital in Turkey between May and August 2011. Hospitalized patients with suspected CCHF and healthy controls were recruited into the study with CCHF confirmed through viral nucleic acid detection by polymerase chain reaction (PCR) of plasma in the Ministry of Health regional reference laboratory in Samsun. Patients with a negative PCR result were excluded from further analysis. All participants were free from antiviral drugs and immunotherapy for CCHF during blood sampling. Demographic, epidemiological and clinical data were systematically extracted from the medical records of all participants with confirmed CCHF. Participants had a CCHF severity grading score (SGS) performed in accordance with Bakir et al [14] at admission, and were classified into three risk groups for mortality: low (0-4 points), intermediate (5-8 points) , and high (9-14 points) (S1 and S2 Tables). The CCHF SGS was established using several clinical and laboratory variables that were assumed to be associated with mortality and had clinical importance. It has subsequently been validated and may be used to aid triage/risk stratification of patients and to improve the functionality of healthcare staff.
Patient sampling and RealTime ready Apoptosis Panel
Four milliliter blood samples were drawn into EDTA blood tubes on the first day of hospitalization and standard baseline blood tests took place (Table 1) . Red Blood Cell Lysis Buffer (Roche Diagnostics, Germany) was added to the blood samples and total RNA was isolated utilizing a High Pure RNA Isolation Kit (Roche Diagnostics, Germany). RNA samples were then stored at kept at -70°C until sample processing when cDNAs was obtained using a Transcriptor First Strand cDNA Synthesis Kit (Roche Diagnostics, Germany). Expression levels of apoptotic-related genes were determined using The RealTime ready Human Apoptosis Panel (Roche Diagnostics, Germany) and a LightCycler 480 Probes Master. The RealTime ready Apoptosis Panel consists of ready-to-use qPCR assays designed for expression profiling of genes involved in the apoptosis pathway. Each multi-well plate contains assays for 84 different apoptosisrelated genes and seven housekeeping genes, as well as five controls. This study was approved by the Ondokuz Mayis University Ethical Committee (2010/178) and all patients provided written informed consent.
Statistical analyses
The REST 2009 program (Qiagen, Germany) was used to quantify changes in the expression levels of genes and to determine statistical differences between the CCHF and control groups, and between CCHF fatal and survivor groups. Differences in gene expression were also analyzed between intermediate or high SGS risk score participants (Group 1) and low SGS risk score (Group 2). P values less than or equal to 0.05 were accepted as statistically significant. Descriptive analysis of patient characteristics was performed using the Statistical Package for the Social Sciences (SPSS) version 15 for Windows (SPSS Inc., Chicago, IL, USA). 
Results
Twenty patients (female: 6; male: 14) and 10 healthy controls (female: 5; male: 5) were included in this study. The patients mean age was 54.6 (20-73) years-old. At admission, participants were a mean 3.4 (1-6) days since onset of symptoms of disease. According to the SGS system 10 participants were low risk (score 0-4), 8 participants intermediate risk (5) (6) (7) (8) , and 2 participants in the high risk group (9) (10) (11) (12) (13) (14) . Five of the 20 participants (25%) died of CCHF during the hospital admission. Three of the 5 fatal cases had an SGS score of 8, 1/5 a score of 9 and 1/5 a score of 13. Petechiae and/or ecchymosis were detected in 7/20 (35%) participants, and significant haemorrhage developed in a further 6/20 (30%) participants. Detailed laboratory characteristics are displayed in Table 1 Expression analysis showed that the BCL2L1, BCL2L2, BIRC5, CASP2, CASP3, SOCS2, TNFSF10, and TRAF3 genes were up-regulated and the BCL2L10, BID, CFLAR, MCL1, NFKB2, PTEN, STAT5B, TNFRSF10C, TNFRSF10D, TNFRSF1B, and TRAF1 genes were down-regulated in the patient group compared with the healthy control group (Table 2) .
There were no significant changes in the expression of AKT1, APAF1, AVEN, BAD, BAG1, BAK1, BAX, BBC3, BCL2, BCL2L11, BCL2L13, BIK, BIRC2, BIRC3, BOK, CAD, CASP1, Table 3 . Three genes showed significant down-regulation in expression in fatal cases compared to survivors (BBC3, BCL2L2 and CASP2), and one gene significant up-regulation (TNFRSF1A).
Changes in the expression of apoptosis-related genes between the intermediate/high SGS risk group and low SGS risk group participants are shown in Table 4 . Expression analysis showed that the BAX, BCL2L13, CASP4, CASP9, CRADD, ReIA, TNFRSF10C and TNFRSF1A genes were up-regulated and the BCL2L10 and BCL2L11 genes were down-regulated.
Discussion
The pathogenesis of CCHF remains poorly understood despite significant recent scientific progress and research efforts [2] . Viral factors and an impaired host immune response including an exaggerated pro-inflammatory cytokine effect, all play a role in the severity and prognosis of viral haemorrhagic fevers including CCHF [15, 16] . Direct cytopathic effects of the virus contribute to disease severity, but the targeting of the innate immune response, combined with a subsequent failure in adaptive immunity, exacerbated by lymphocyte apoptosis, play key roles in pathogenesis and outcome [17] . In this study, we aimed to evaluate the role of apoptosis in CCHF, through expression and regulation of apoptotic genes in an adult cohort in Turkey. The cohort had an ideal balance of severe/fatal and moderate/mild CCHF cases to investigate apoptotic change and a large panel of apoptotic genes from different pathways were evaluated. The gene of caspase-3, that is an important executioner caspase in apoptosis, was up-regulated in our study compared to healthy volunteers. With respect to the extrinsic pathway, one of its most important ligands TRAIL (TNF-related apoptosis inducing ligand), that induces apoptosis, was up-regulated. Decoy receptors of TRAIL, DcR1 and DcR2 were down-regulated resulting in cells being more sensitive to apoptosis [18] . Another important finding related to cell sensitivity to apoptosis was the down-regulation of c-FLIP expression. The c-FLIP protein structurally resembles caspase-8 and effects the extrinsic pathway in opposite ways dependent on the extent of its expression. Down-regulated and low levels of c-FLIP are thought to promote caspase-8 activation, whereas in high concentrations c-FLIP may compete for binding, reduce caspase-8 activity and the cell's susceptibility to apoptosis [7, 19] .
Analysis of the intrinsic apoptotic pathway related genes, showed up-regulation of anti-apoptotic BIRC5 [20] (an inhibitor of apoptosis protein) and BID, a pro-apoptotic member of the Bcl-2 family was down-regulated compared to controls. Protein kinase B (AKT) plays a key role in cell survival including inhibition of apoptosis and cell proliferation. Phosphatase and tensin homolog (PTEN) which is a critical regulator of AKT [21] was also found to be downregulated. No significant differences in gene expression were noted in BAX or DIABLO genes, which are important components of the intrinsic pathway. These findings combined with BIRC5, PTEN and BID results do not support major intrinsic apoptotic pathway activation in CCHF patients compared to controls and the up-regulation demonstrated in caspase-2 may be independent [22] .
NF-κB is a major rapidly acting transcription factor that regulates genes responsible for both the innate and adaptive immune response, including apoptotic genes affecting both the intrinsic and extrinsic pathways [23] . NFκB exerts its anti-apoptotic effect via two pathways, the canonical and non-canonical that both result in mature dimeric NFκB proteins that translocate to the cell nucleus and activate anti-apoptotic genes. The NFκB system is composed of five subunits, which are RelA, RelB, c-Rel, p50 monomer (encoded by the NFκB1 gene) and p52 monomer (encoded by the NFκB2 gene) [24] . While the p50: RelA, NFκB dimer is dominant in canonical pathway, the p52: RelB, NFκB dimer is dominant in non-canonical pathway.
There was significant down-regulation in NFκB2 gene expression whilst there were no changes observed for RelA, RelB, c-Rel, and p50. We interpreted this result as inhibition of the non-canonical NFκB pathway because of down regulation of its dominant member NFκB2. These finding are also consistent with our results as the canonical pathway is also thought to be predominantly involved in the regulatory process of the intrinsic apoptotic pathway [23] . Interactions also exist between NFκB and c-FLIP and the transcription of c-FLIP is positively regulated by NFκB. NFκB levels are also increased by the interaction of c-FLIP with the TRAF-1 (TNF receptor-associated factor-1) and TRAF-2 [25, 26] . TRAF-1 expression was found to be down-regulated in our study and TRAF 3, that has a critical negative regulatory role in noncanonical NFκB signaling [24, 27] , was up-regulated.
The JAK (Janus tyrosine kinase)-STAT (Signal Transducer and Activator of Transcription) pathway is an important cell signaling cascade that is activated by cytokines and their receptors. Activation of STAT initiates synthesis of SOCS (suppressors of cytokine signaling) negatively regulates STAT signaling by serving as a negative feedback loop [28] . Compared to healthy controls STAT5B gene expression was down-regulated in CCHF combined with upregulation of SOCS2, indicating a direct cytokine effect. As previously discussed, the up-regulated TRAIL and TRAF-3 and down-regulated TRAF-1, DcR1 and DcR2, all belong to the TNF family and are implicated in apoptosis in CCHF. Its receptor, TNFRSF1B that also serves as an inhibitor of TNF-related apoptosis [29, 30] , was also found to be down-regulated in our study. The role of pro-inflammatory cytokines and a 'cytokine storm' in CCHF disease severity are increasingly recognized, with TNF-α expression linked to clinical severity and mortality [16] .
Our results support this hypothesis suggesting additional effects through cytokine mediated apoptosis.
Previous research has implicated important clinical and laboratory factors that are related to mortality in CCHF [31] . As a result, as well comparing gene expression in CCHF and healthy volunteers acting as controls, we wanted to evaluate the differences further through sub-group analysis of fatal and non-fatal CCHF cases and by stratifying for CCHF disease severity. There were fewer significant differences but TNFRSF1A (TNF receptor superfamily member 1A) was up-regulated in the fatal CCHF group. This receptor has a key role in TNFrelated apoptosis [21, 22] . PUMA (p53 up-regulated modulator of apoptosis), also known as BBC3 (BCL-2 binding component), was down-regulated and the down-regulation of caspase-2 gene expression in the fatal group may be related to p53 [32] . BCL-2 is a regulatory protein that may induce or inhibit apoptosis and Baize et al. elicited interesting results when evaluating BCL-2 levels in Ebola virus infection. Increased synthesis of BCL-2 mRNA was detected at the time of T-cell activation in survivors in their study, with disappearance of BCL-2 mRNA expression observed in fatal cases [10] .
In our study, there was no difference between BCL-2 gene expression between fatal and non-fatal cases. However, BCL2L2 which is another anti-apoptotic protein was down-regulated in the fatal CCHF group compared to survivor group. In contrast it was up-regulated in the larger cohort when compared to the healthy volunteers. BLC2L2 (also known as BCL-W) is one of the pro-survival proteins of the BCL-2 family and these contrasting results, in combination with the down-regulation of PUMA, suggest modulation of the intrinsic pathway in fatal cases, and are interesting targets for further research. Intrinsic pathway activation linked to CCHF disease severity was also suggested by gene expression analysis of the intermediate/high SGS risk group compared to the low SGS risk group. There was up-regulation of pro-apoptotic BAX, BCL2L13, CASP 9 and down-regulation of anti-apoptotic BCL2L10 (that suppresses apoptosis) in the intermediate and high risk groups. CRADD which acts with caspase-2 in intrinsic pathway activation [33] was found up-regulated. In the intermediate/high risk CCHF group there was also evidence of extrinsic pathway activation, with upregulated caspase-4, that has a role in apoptosis induced by TRAIL [34] , and up-regulation of the pro-apoptotic TNFRSF1A gene, and decoy receptor TNFRSF10C gene.
To our knowledge, this is the first in vivo study to describe the apoptotic gene expression in leukocyte in CCHF and supports our previous observations in CCHF patients. Leukocyte apoptosis may be responsible for the cytopenia observed in CCHF, and apoptotic signals will also most likely affect myeloid cells in bone marrow. During apoptosis, cells express ligands for phagocytic cells and trigger phagocytosis, and the observed haemophagocytosis in bone marrow may be a further clue to apoptosis in the bone marrow in CCHF. Apoptotic processes may also be more widespread targeting liver, brain and endothelial cells [35] , and the multi-organ failure seen in CCHF may be as a result of haemophagocytic activity triggered by apoptosis in several organs. One of the limitations of the study is that we did not evaluate apoptotic gene expression individually by leukocyte subtypes. Given the heterogeneous nature of the clinical disease a larger sample size, particularly in the fatal and survivor group would have increased the studies power to detect differences. In addition, we utilized the SGS tool for grading severity of CCHF and in subsequent analysis by group. Although this has been validated as a useful prognostic tool it is clear that SGS has its own limitations, relates to a specific disease timepoint and could be improved and refined incorporating variables such as CCHFv viral load. We also only report cross-sectional gene expression data at one time-point during an early stage of CCHF clinical disease. A longitudinal study design with additional sampling points would have provided important additional data, and in the future novel methods such as high resolution sequencing will provide further insights. This must be balanced against the practical difficulties and laboratory safety requirements of undertaking research in patients with viral haemorrhagic fever.
It must also be recognized that although the values we have reported may be statistically significant, the clinical significance of the relative expression of particular genes is not clear. A 2-fold increase in expression may be a very important change for some genes and relatively insignificant for others, regardless of statistical significance. Although we have investigated our results linked to patient outcomes and CCHF severity grading score (SGS), these are broad measures highlighted by the fatal cases that occurred in the intermediate group. It must also be appreciated that as per the clinical disease in CCHF there is probably a spectrum of apoptosis in CCHF dependent on disease stage and disease severity. Improved understanding of apoptotic processes in CCHF could be achieved through simultaneous measurement of host and viral factors including cytokine response, quantitative viral load and in depth genomic sequencing in cohorts with a standardized platform of supportive care.
Further research is also required to determine the broader role of apoptosis in the pathogenesis of acute viral infection and CCHF. In particular research to improve the understanding of the specific viral and host immune response factors that initiate apoptotic signaling are key, and must be correlated with clinical data. Until this relationship is more fully understood it is not clear if novel translational approaches targeting the pathways of apoptosis would improve immune mediated viral clearance or aid in viral replication and dissemination. In conclusion, our study of leucocytes in patients with CCHF provides further evidence of apoptosis in the disease and suggests dominant extrinsic pathway activation, mostly related with TNF family members, but additional intrinsic pathway activation in severe/fatal cases.
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